Background: DNA transposons are generally destroyed by mutations and have short lifespans in hosts, as they are neutral or harmful to the host and therefore not conserved by natural selection. The clawed frog Xenopus harbors many DNA transposons and certain families, such as T2-MITE, have extremely long lives. These have ancient origins, but have shown recent transposition activity. In addition, certain transposase genes may have been "domesticated" by Xenopus and conserved over long time periods by natural selection. The aim of this study was to elucidate the evolutionary interactions between the host and the long-lived DNA transposon family it contains. Here, we investigated the molecular evolution of the Kolobok DNA transposon superfamily. Kolobok is thought to contribute to T2-MITE transposition. Results: In the diploid western clawed frog Xenopus tropicalis and the allotetraploid African clawed frog Xenopus laevis, we searched for transposase genes homologous to those in the Kolobok superfamily. To determine the amplification and domestication of these genes, we used molecular phylogenetics and analyses of copy numbers, conserved motifs, orthologous gene synteny, and coding sequence divergence between the orthologs of X. laevis and X. tropicalis, or between those of two distant X. tropicalis lineages. Among 38 X. tropicalis and 24 X. laevis prospective transposase genes, 10 or more in X. tropicalis and 14 or more in X. laevis were apparently domesticated. These genes may have undergone multiple independent domestications from before the divergence of X. laevis and X. tropicalis. In contrast, certain other transposases may have retained catalytic activity required for transposition and could therefore have been recently amplified. Conclusion: Multiple domestication of certain transposases and prolonged conservation of the catalytic activity in others suggest that Kolobok superfamily transposons were involved in complex, mutually beneficial relationships with their Xenopus hosts. Some transposases may serve to activate long-lived T2-MITE subfamilies.
Background
Transposable elements (TEs) are endosymbiotic or parasitic genetic elements in the host genome. These elements usually replicate at their loci in the same manner as host genes. Nevertheless, they occasionally transpose to other loci and, in some cases, amplify themselves in the host genome. This non-Mendelian inheritance creates a conflict between TEs and their hosts.
Transposable elements promote their amplification rates to increase their "fitness" in the host. In effect, their transposition and amplification are generally neutral, but occasionally detrimental, to the host as they increase mutations, such as gene disruption and ectopic recombination. In general, then, TE copies are not conserved. They are removed by purifying selection, and they lose their structure and function as they accumulate mutations.
TEs are classified into two major classes according to their transposition mechanisms: class I (RNA transposons or retrotransposons) and class II (DNA transposons) [1, 2] . An autonomous DNA transposon encodes its own transposase to catalyze its transposition between terminal inverted repeats (TIRs) including the transposase recognition site. In contrast, a nonautonomous DNA transposon has lost its own transposase gene owing to mutation(s). Its transposition depends on transposases provided by autonomous transposons coexisting in the genome. Autonomous transposons statistically lose their activity over time without purifying selection and become nonautonomous or nontransposable. Over time, the host genome will accumulate many nonautonomous copies and nontransposable "fossils" and retain relatively few autonomous copies. The TE family must keep producing autonomous copies to persist in the host. However, the transposase protein catalyzes the transposition of many nonautonomous copies and few autonomous copies, without distinguishing between them. Therefore, the probability that autonomous copies are transposed and amplified gradually decreases as the ratio of nonautonomous copies increases in the genome. Most DNA transposon families eventually become extinct in a host genome. This process is known as "vertical inactivation" [3, 4] .
An alternative strategy for TE survival in a host is "molecular domestication." If a TE-derived gene, such as a transposase, has mutated and become beneficial to the host, it can be conserved by natural selection [5, 6] . Domesticated genes typically lose their original nature (that is, the ability to catalyze transposition/amplification) and behave like host genes. Over time, domesticated genes diverge from their copies produced before domestication. As a result, they become and remain nonrepetitive (single-copy) genes. Domesticating a parasitic element is an important evolutionary innovation for hosts. Many TE-derived proteins have been domesticated [7, 8] . In the clawed frog Xenopus, we found that two subfamilies of the TxpB family belonging to the piggyBac superfamily have employed different survival strategies. The transposase-derived gene of the Kobuta subfamily was domesticated before the separation of X. tropicalis and X. laevis. In contrast, the transposase of the Uribo2 subfamily retained its catalytic activity and can still excise transposons from DNA [9] .
Nonautonomous TEs can also be domesticated. Miniature inverted-repeat transposable elements (MITEs) are a subclass of short nonautonomous DNA transposons. These are characterized by a TIR structure, high copy numbers, and highly similar sequences among copies [10] . MITEs generate functional transcriptional regulatory elements [11] and matrix attachment regions [12] . In Xenopus, MITEs also form simple sequence repeats (SSRs). Xmix, a predominant MITE in X. laevis and X. tropicalis, has an amplified internal segment representing a large SSR family, Xstir [13, 14] . Simple sequence repeats are essential for higher-order chromosomal structure [15] .
Xmix is a member of the T2 MITE family (T2-MITE), which is characterized by a TTAA target site and a terminal AGGRR (R: A or G) motif in its TIR [16, 17] . These features are common to members of the DNA transposon superfamily Kolobok, which targets the TTAA site and has an RR terminal sequence [18] . Therefore, T2-MITE is presumably a nonautonomous member of the Kolobok DNA transposon superfamily. We classified 16 major T2-MITE subfamilies based on an in silico screening of the X. tropicalis genome sequence [19] . Subfamilies A1 (T2-A1, Xmix) and C (T2-C) were the most prevalent and were present in both X. tropicalis and X. laevis. They probably originated before these two lineages diverged~48 Mya [20] . Despite their age, both subfamilies include "young" (highly homogeneous) members. Therefore, they probably underwent relatively recent amplification. We also found evidence for intraspecific T2-A1 and T2-C insertion polymorphisms [21] . These results suggest that these subfamilies have been actively transposing for more than 48 million years. Their extraordinary longevity suggests that their continued transpositional activity has been conserved by natural selection. The transposition and/or amplification of these subfamilies presumably have been advantageous to the host. We found that the sequences derived from T2-C in X. tropicalis were significantly over-represented in the 5′ upstream regions of genes. Therefore, they may regulate the expression of neighboring genes [22] .
If the transpositional activities of T2-MITEs are conserved by natural selection, then transposases such as Kolobok, which are presumably responsible for their transposition, should be domesticated by the host. In the present study, we surveyed Kolobok transposase genes in the diploid X. tropicalis genome and the recently decoded allotetraploid X. laevis genome [20] . To elucidate their evolution within the hosts, we analyzed their molecular phylogenies, copy numbers, syntenies, and sequence conservation.
Methods
Search for prospective Kolobok transposase-coding sequences X. tropicnalis (Nigerian 9.1) and X. laevis (J-Strain 9.2) genome assemblies were downloaded from the Xenbase FTP site [23, 24] and used in the analyses described below. An automated pipeline for these analyses was developed using the Ruby language.
The search for prospective Kolobok transposase-coding sequences (CDSs) was carried out as follows. Query Kolobok superfamily transposase protein sequences were collected from vertebrate, zebrafish, and invertebrate data sets using Repbase Update [25] v. 22.09 [26] (Additional file 5: Table S1 ) and applied to a tblastn search (e-value <1e-5) [27] . The hit regions were extracted with flanking sequences (1800 bp each upstream and downstream). The longest open reading frames (ORFs) in each extracted sequence were treated as candidate Kolobok transposase CDSs. ORFs that were too short (< 1800 bp) were excluded from the following analyses. To confirm the homology of proteins encoded in the candidate CDSs to the Kolobok transposases, the CDSs were translated to amino acid sequences and used as queries in backward homology searches (blastp, e-value <1e-5) to the transposase sequences used as the queries in the forward tblastn search. Candidate CDSs with prospective amino acid sequences that were homologous to at least five Kolobok transposases were selected. The protein sequences predicted from the candidate CDSs were aligned by MEGA7 [28] using MUSCLE [29] as an alignment engine. The positions of their start methionines were verified. Excess 5′ regions were manually trimmed from the candidate CDSs to align the translation initiation site. Trimmed CDSs and protein sequences were used in the analyses described below.
Copy number analysis
Prospective Kolobok transposase CDSs from X. laevis and X. tropicalis were used as queries for blastn searches (e-value <1e-100) to the corresponding genome. Adjacent high-scoring segment pairs were considered single hit regions if the distance between them was less than the query length. Hit regions in each prospective CDS were counted as closely related truncated copies of the CDS if they did not overlap with any prospective CDSs.
Molecular phylogenetics and synteny analyses
Prospective Kolobok transposase CDSs from both species were translated to protein sequences and used in molecular phylogenetic analyses. The amino acid sequences were realigned with MEGA7 and the alignment engine MUSCLE and used to construct phylogenetic trees. The neighbor-joining method [30] was used to generate the phylogenetic trees with MEGA7. Positions with less than 60% site coverage were eliminated. The evolutionary distances were computed using the JTT matrix-based method [31] . Rate variations among sites were modeled with a gamma distribution (shape parameter = 1). Dot plot analyses were performed with the polydot program in EMBOSS [32] . The word sizes for the nucleotide and protein sequences were 12 and 5, respectively.
Putative orthologous transposase sets were collected with reference to the phylogenetic tree. NCBI gene models (XT9_1_GCA.gff3 and XL9_2_GCA.gff3) were downloaded from the Xenbase FTP site [23, 24] . Gene models around the putative orthologous CDSs were compared. The CDS orthologs were defined as those located on the homologous X. tropicalis chromosome and X. laevis L/S chromosomes and flanked by multiple orthologous neighbor genes.
The ratios of synonymous and nonsynonymous substitutions between two coding DNA sequences (dN/dS ratio) were calculated by the method of Yang and Nielsen [33] using the yn00 program of PAML v. 4.8 [34] .
Search for full-length Kolobok transposons
The upstream and downstream sequences flanking the CDSs of each repetitive XKol subfamily were compared by dot plot analysis and multiple alignment to find the left and right TIRs, respectively. The left and right terminal sequences were compared to confirm their similarity. The sequences between similar left and right TIRs were considered as full-length TEs. Four-base pair sequences flanking the full-length TEs were examined to check the conservation of their duplicated target sites (TTAA).
Cloning of XKol-Tpases from two X. tropicalis lineages X. tropicalis was provided by the National Bioresource Project, Japan [35] . Genomic DNAs were extracted from the Nigerian and Asashima lines using a previously described method [13] . Polymerase chain reaction (PCR) was performed using KOD-Plus DNA polymerase (Toyobo Co. Ltd., Osaka, Japan) and 100 ng genomic DNA. The default PCR conditions were as follows: initial denaturation (94°C, 120 s), followed by 35 cycles of denaturation (98°C, 10 s), annealing (60°C, 30 s), and extension (68°C, 90 s). The annealing temperature, extension time, and/or PCR cycles were changed as needed to optimize amplification. The primers used in the PCR are shown in (Additional file 6: Table S2 ). PCR products were inserted into the pCRBluntII-TOPO or pCR4Blunt-TOPO vector (Invitrogen, Carlsbad, CA, USA) and cloned into OneShotTOP-10 competent cells (Invitrogen). The cloned sequences were analyzed using a BigDye3.1 Terminator Cycle Sequencing Kit (Applied Biosystems, Foster City, CA, USA) and an ABI PRISM 310 or 3100 Genetic Analyzer (Applied Biosystems).
Results

Prospective Kolobok transposase CDSs and proteins
To identify candidates of active (able to catalyze TE transposition) or domesticated Kolobok transposase genes, we performed tblastn (protein query versus nucleotide database) homology searches of X. tropicalis and X. laevis genomes. We searched the hit loci and their surrounding regions for the longest ORFs that encoded proteins homologous to Kolobok transposases. Multiple alignments of putative proteins encoded in the longest ORFs revealed that the N-terminal sequences encoded by certain ORFs were longer than those of other ORFs. We trimmed the excess 5′ regions from these ORFs to align their start codons with those of the majority genes (Additional file 1: Figure S1 ). Figure 1 shows the N-terminal region and some conserved regions of the aligned proteins. It is unclear whether these trimmed ORFs were the actual CDSs of Kolobok transposase genes. Nevertheless, we expected that most of these ORFs coincided or overlapped with the CDSs. Therefore, we ascribed them to be CDSs of prospective Kolobok transposase genes. In X. tropicalis and X. laevis, 38 and 24 prospective CDSs were found, respectively. We referred to the prospective Xenopus Kolobok transposons as the XKol family and its transposase as XKol-Tpase. We designated the XKol-Tpase CDSs and proteins serially as Tr1-Tr38 for X. tropicalis and Lv1-Lv24 for X. laevis ( Table 1 ). The five shortest XKol-Tpase proteins (Tr34-Tr38) lacked a certain number of conserved amino acids ( Fig. 1 and Table 2 ). Therefore, they may not be functional. The transposases encoded in the Kolobok-1_XT and Kolobok-2_XT transposons previously reported in the RepBase [18] most resembled, but were not identical to, Tr8 (723/783 identical) and Tr7 (782/783 identical), respectively.
Kolobok superfamily transposases usually possess three motifs: a catalytic "DDE" domain, a THAP DNA-binding domain, and an H2CH putative zinc-finger domain [18, 36] . The THAP DNA-binding domain includes a C2CH consensus, three key residues (P, W, and F), and a C-terminal AVPTIF box [37] . These features were identified in the prospective XKol-Tpases (Fig. 1) . The H2CH domain is highly conserved in the prospective XKol-Tpases. Thirty-five of the 38 XKol-Tpases in X. tropicalis and 22 of the 24 XKol-Tpases in X. laevis retained this motif ( Table 2 ). Three THAP domain motifs were also conserved. The C2CH motif was conserved in 31 of 38 and 24 of 24 XKol-Tpases in X. tropicalis and X. laevis, respectively. The PWF motif was conserved in 33 of 38 and 24 of 24 XKol-Tpases in X. tropicalis and X. laevis, respectively. The AVPTIF motif was conserved only in 17 of 38 and 12 of 24 XKol-Tpases in X. tropicalis and X. laevis, respectively. However, most of the remaining XKol-Tpases had chemically similar residues at this position. When considering such residues as conserved, this motif was conserved in 27 of 38 and 23 of 24 XKol-Tpases in X. tropicalis and X. laevis, respectively. In contrast, the catalytic DDE motif was conserved in only 24 of 38 XKol-Tpases in X. tropicalis and seven of 24 XKol-Tpases in X. laevis. Some XKol-Tpases lost one or two of these motifs by deletion (Tr3, Tr25, Tr34, Tr35, Tr36, Tr37, and Tr38). These proteins may lack DNA-binding and/or catalytic activity. In - Figure S1 ). Numbers in square brackets are the abbreviated amino acids. Consensus residues of conserved domains (DDE, THAP, and H2CH) are shown below the alignment. Nonconserved amino acid residues in conserved motifs are marked by gray shading Truncated copies of the XKol-Tpase genes
Transposase genes may be retained in a host either by constant amplification of autonomous elements or by domestication in the host. Amplification of autonomous elements results in the accumulation of multiple intact and/or truncated copies in the genome. Therefore, they would have repetitive (multicopy) transposase genes. In contrast, if a copy of a transposase gene was domesticated by its host, it would be conserved by purifying selection. Its undomesticated relatives would not have been conserved by purifying selection and would have accumulated mutations and diverged from the domesticated copy. Over time, then, there would be no apparent homology between a domesticated transposase gene and its relatives, and the domesticated transposase genes would become nonrepetitive (single copies). Conversely, the nonrepetitiveness of a transposase-related gene may indicate that its host domesticated it long ago. X. laevis is an allotetraploid species retaining two of its progenitor's subgenomes as L and S chromosomes, respectively [20] . Therefore, this species could have conserved both homeologous transposases if the genes had been domesticated before the segregation of the two progenitor species. In contrast, if either of the domesticated L or S genes had degraded because of functional redundancy, the remaining prospective gene would be accompanied by a closely related truncated sequence on its homeologous chromosome. If one of the tandemly duplicated paralogous transposase genes was degraded, the remaining gene would be accompanied by a closely related truncated sequence on its neighboring locus. In the analyses discussed below, we describe such genes as "semi-nonrepetitive."
To find nonrepetitive or semi-nonrepetitive genes derived from transposases, we surveyed truncated (nonprospective) copies closely related to each XKol-Tpase CDS using a blastn (nucleotide query versus nucleotide database) search. If a query did not hit genomic sequences other than itself or other XKol-Tpase CDSs, it was considered nonrepetitive. The number of truncated copies and their loci are shown in Table 1 and (Additional file 7: Table S3 ), respectively. Eighteen of 38 X. tropicalis XKol-Tpase genes (47%) and 15 of 24 X. laevis XKol-Tpase genes (63%) were found to be nonrepetitive. Two X. laevis XKol-Tpase genes (Lv2 and Lv10) could be considered semi-nonrepetitive because their single truncated copies were located on the homeologous chromosome (Additional file 7: Table S3 ). One X. laevis XKol-Tpase gene (Lv16) and one X. tropicalis XKol-Tpase gene (Tr33) may also be semi-nonrepetitive, as Prospective XKol-Tpases found in (A) X. tropicalis and (B) X. laevis. Asterisks in the "No. of truncated copies" column indicate semi-nonrepetitive CDSs their hit sequences were located in the neighborhood of the XKol-Tpase CDSs and may therefore have been amplified by tandem duplication rather than transposition. Lv11 and Lv17 had one and two truncated hits, respectively. However, one of their hit regions covered the entire length of a very short Scaffold105792 (216 bp). Therefore, this hit could be an artifact caused by an imperfect genome sequence assembly. Another hit sequence to Lv17 was located on the neighbor of its homeolog Lv16 and might be a truncated paralog of Lv16 (Additional file 7: Table S3 and Fig. 4 ). Lv11 and Lv17, then, may also be semi-nonrepetitive genes. It is possible that the host domesticated these nonrepetitive or semi-nonrepetitive genes long ago.
Phylogenetic analyses of XKol-Tpases
If a transposase gene was domesticated before the divergence of X. laevis and X. tropicalis and is conserved in both species, then the X. laevis and X. tropicalis genes are orthologous and the two X. laevis genes are homeologous. They should be closely related in the molecular phylogenetic tree and located on homologous chromosome loci. The L and S genes derived from ancestral L and S species are located on the L and S chromosomes, The "++" in the "Conservation" column indicates that all motifs are conserved.
The "+" in the same column indicates that all motifs are conserved except for substitutions of similar amino acids in the AVPTIF motif respectively. Therefore, if both were conserved in X. laevis, then the branching pattern should be a triplet consisting of the X. tropicalis (semi-)nonrepetitive transposase and the two (semi-)nonrepetitive transposases on the X. laevis L and S chromosomes (triplet-branching). Alternatively, if either the L or S gene was lost or degraded in X. laevis, the branching pattern should consist of a pair of (semi-)nonrepetitive transposases from X. tropicalis and X. laevis (doublet-branching). Figure 2 shows a molecular phylogenetic tree for the XKol-Tpases. A typical triplet-branching pattern can be seen for nonrepetitive Tr13, Lv7, and Lv8 (grouped as subfamily "D1" in Figs. 2 and 3) , whose genes are located on the homologous chromosomes X. tropicalis Chr02, X. laevis chr2L, and chr2S, respectively. X. tropicalis Tr13 branched first, followed by the branching of X. laevis Lv7 and Lv8. This pattern corresponded to the order of divergence in X. tropicalis and two ancestral species of X. laevis. A dot plot analysis showed that their genes were significantly similar in amino acid and nucleotide sequences (Fig. 3) . This relationship could also be seen for the other three (semi-)nonrepetitive XKol-Tpase triplets: Tr19/Lv16/Lv11-Lv17 (D2), Tr28/Lv22/Lv20 (D3-1), and Tr29/Lv14/Lv21 (D3-2). Lv11 and Lv17 genes were tandemly located within~4.6 kb of each other on chr4S. Lv16 was found to be a semi-nonrepetitive gene accompanied by a closely related truncated sequence located in its neighborhood (Fig. 4) . Therefore, these genes were thought to be tandemly duplicated before the segregation of the two ancestor species of X. laevis. The last two triplets Tr28/Lv22/Lv20 and Tr29/Lv14/Lv21 were closely related (Fig. 2) . The tandemly duplicated gene pairs Tr28-Tr29, Lv14-Lv22, and Lv2-Lv20 were located withiñ 8 kb of each other on the homologous chromosomes X. tropicalis Chr04, X. laevis chr4L, and chr4S, respectively (Fig. 4) . These paired genes were thought to be paralogs tandemly duplicated before the divergence of X. laevis and X. tropicalis. Six doublet pairs of closely related X. tropicalis and X. laevis (semi-)nonrepetitive genes were found to be located on the homologous chromosomes Tr16/Lv10 (chr4, D4), Tr10/Lv4 (chr8, D5), Tr30/Lv19 (chr9, D6-1), Tr33/Lv13 (chr9, D6-2), Tr4/Lv9 (chr9, D7), and Tr32/ Lv12 (chr3, D8). One doublet pair, Tr34/Lv15 (D9), was also closely related; however, the chromosomal location of Tr34 was uncertain. These pairs may also be orthologs domesticated by the common ancestor of X. laevis and X. tropicalis. One of the X. laevis homeologs may have been lost or broken. Some X. tropicalis XKol-Tpase genes encode highly similar proteins and are located on different chromosomes. These genes were probably recently amplified. For example, Tr21, Tr22, and Tr23 (grouped as subfamily "A1" in Figs. 2 and 3) were found to be located on Chr04, Chr01, and Chr03, respectively (Tables 1 and 3,   Figs. 2 and 3) . They also contained multiple truncated copies of XKol-Tpase genes on Chr01, Chr02, Chr04, Chr05, Chr06, and Chr09 (Additional file 7: Table S3 ). Another five X. tropicalis XKol-Tpase gene groups, i.e., Tr5-Tr8-Tr11-Tr36 (A2), Tr14-Tr15 (A3), Tr20-Tr25 (A4), Tr2-Tr35 (A5), and Tr7-Tr9 (A6), were also closely related to each other and had multiple truncated copies on different chromosomes (Fig. 2 , Additional file 7: Table S3 ). Although X. tropicalis Tr6, Tr12, and Tr27 and X. laevis Lv1, Lv3, Lv6, and Lv23 did not have similar XKol-Tpase genes, they had truncated copies on various chromosomes (Additional file 7: Table S3 ), representing traces of their amplification and transposition. Similarities in nucleotide sequences between these XKol-Tpase genes and their truncated hits are shown by dot plots (Additional file 2: Figure S2 ).
Evidence of XKol-Tpase gene domestication
The triplet or doublet XKol-Tpase genes described above were thought to have been domesticated by the common ancestor of Xenopus. We analyzed the neighbors of these putative domesticated XKol-Tpases to assess whether the genes in each triplet or doublet were located on homologous loci. All four triplets (D1, D2, D3-1, and D3-2) and five doublets (D4, D5, D6-1, D6-2, and D7) in the X. tropicalis and X. laevis genes conserved synteny with the neighbors (Fig. 4) . In contrast, we did not find synteny for the doublet pairs D8 and D9 (data not shown).
We calculated the dN/dS ratio between putative orthologous or similar X. tropicalis and X. laevis XKol-Tpase genes to determine whether they were affected by natural selection (Table 4B ). All dN/dS ratios were less than 1.0; therefore, these genes were probably conserved by purifying selection.
We investigated the evolutionary conservation of the CDSs compared to their flanking 2000 bp sequences for subfamilies D1-D9 (Additional file 3: Figure S3 ). The dot plots showed that the CDS regions were more conserved than their flanking regions. This result also supported the hypothesis that the XKol-Tpase proteins have a function conserved by natural selection.
We amplified and cloned the CDSs of the putative domesticated XKol-Tpase genes from the distinct Nigerian and Asashima lineages of X. tropicalis. There were nucleotide substitutions and indels between the clones of the two lines. Nevertheless, the ORFs of the CDSs were not destroyed by nonsense or frameshift mutations (Table 4A and Additional file 4: Figure S4 ). For the X. tropicalis triplet and doublet genes, the dN/dS ratios between the Nigerian and Asashima lines were less than 1.0 in all cases except for Tr19, wherein all four substitutions were nonsynonymous. We also cloned and compared CDSs from nine other nonrepetitive genes (Tr3, Tr17, Tr18, Tr24, Tr26, Tr31, Tr32, Tr34, and Tr38) in the Nigerian and Asashima lines (Table 4A and Additional file 4: Figure S4 ). Once again, neither substitutions nor indel mutations destroyed the ORFs. The dN/ dS ratios were < 1.0 for seven genes, approximately 1.0 for Tr3, and > 1.0 for Tr32. These results indicated that most nonrepetitive or semi-nonrepetitive XKol-Tpase genes were domesticated by the host and conserved by purifying selection.
Conservation of repetitive and recently active XKol-Tpase genes
In general, active transposons were not conserved by purifying selection because they were untamed and potentially harmful to the host. X. tropicalis Tr21-Tr22-Tr23 (A1), Tr5-Tr8-Tr11-Tr36 (A2), Tr14-Tr15 (A3), Tr20-Tr25 (A4), Tr2-Tr35 (A5), Tr7-Tr9 (A6), Tr6, Tr12, and Tr27 had multiple intact and/or truncated copies. Dot plot analyses revealed that all intact genes and some truncated copies were highly similar (Additional file 2: Figure S2 ), suggesting that they were recently amplified. Therefore, they were either currently active or were active until recently. We cloned and compared the CDSs of the repetitive XKol-Tpases in the Nigerian and Asashima lines (Table 4A ). The ORFs of Tr22, Tr8, Tr15, Tr20, Tr6, and Tr27 were conserved and not destroyed by nonsense or frameshift mutations. The clones of Tr22 and Tr15 from the Asashima line were identical to those from the Nigerian line. For Tr2 and Tr12, frameshift mutations destroyed the ORFs of the We searched the upstream and downstream flanking sequences of the CDSs of the repetitive XKol-Tpases for left and right TIRs and found both left and right ones for ten CDSs ( Table 5 ). All of them had AG terminal sequences, and all except for the right TIR of Tr11 were flanked by an intact TTAA target sequence. These are probably full-length autonomous XKol copies that still have transposition activity.
Discussion
Multiple massive domestication of Kolobok transposases
In the present study, we surveyed the X. tropicalis and X. laevis genomes and found 38 and 24 prospective Kolobok transposase genes, respectively, whose CDSs encoded proteins of more than 600 amino acids in length. Subfamily A2 (Tr8/Tr11) and A6 (Tr7/Tr9) resembled previously reported X. tropicalis transposases of Kolobok-1_XT and Kolobok-2_XT, respectively [18] , but others were novel genes. It is possible that some of these [36] and the THAP domain [37] . Therefore, at the very least, they partially retained their molecular functions. Among the 62 XKol-Tpases, 24 (39%) were grouped into seven triplet or doublet clusters of X. tropicalis and X. laevis XKol-Tpases on the molecular phylogenetic tree (subfamilies D1-D7). Their genes were located on homologous chromosome loci. All the dN/dS ratios between the X. tropicalis and X. laevis CDSs within each subfamily were less than 1.0. These results indicated that they were derived from an ancestral transposase gene domesticated before the divergence of the Xenopus genus. Among them, only five (21%) of the XKol-Tpases (Tr10, Tr13, Lv4, Lv7, and Lv8 belonging to D1 or D5) retained all conserved Kolobok transposase motifs. The catalytic DDE motif was conserved only in these five proteins, whereas the other 19 lost this motif. In contrast, the C2CH and PWP DNA-binding motifs were (A) Differences between Nigerian and Asashima lines and (B) differences between X. laevis and X. tropicalis. X. tropicalis CDSs used in the analysis of differences with those of X. laevis are indicated by asterisks in Table 3B . The last column indicates the presumptive status of each XKol transposase The position of full-length transposases, their left and right terminal sequences, and conservation of target sequences duplicated by the insertion of a transposon conserved in all 24 proteins. The H2CH and AVPTIF domains, the latter of which was defined as conserved if each of its amino acids was substituted by similar ones, were highly conserved. Only four proteins in subfamily D6-2 or D7 (Tr4, Tr33, Lv9, and Lv13) lost the former domain, and two proteins in subfamily D7 (Tr4 and Lv9) lost the latter domain. These results suggest that most of the domesticated XKol-Tpases retained their DNA-binding activity, but lost the catalytic activity necessary for transposition. These "transposases" may suppress transposons by competitively binding the target sequences of active transposases.
Fifteen other nonrepetitive XKol-Tpase genes were also found. Among them, only five proteins conserved the DDE motifs, whereas the H2CH-, C2CH-, PWF-, and AVPTIF motifs were conserved in 14, 11, 12, and 11 of the 15 proteins, respectively. Therefore, most of these XKol-Tpases may also have retained their DNA-binding activity but lost the ability to catalyze transposition. They may have been domesticated after the divergence of the two Xenopus species. Alternatively, they may constitute the remainder of ancestral domesticated transposase genes, and their orthologs may have been lost in other species. According to this study, 39 prospective XKol-Tpase genes (63%) were apparently domesticated.
The best tblastn hits to XKol-Tpase in the GenBank database (excluding hits to the Xenopus sequence) were invertebrate sequences (data not shown). These included the cnidarian Acropora digitifera uncharacterized LOC107332277 mRNA (XM_015897006) and the Exaiptasia pallida uncharacterized LOC110237754 mRNA (XM_021043370). The lack of domesticated genes encoding Kolobok transposases orthologous to XKol-Tpases in other vertebrates suggests that domestication occurred after Xenopus diverged from other model animals, including mammals and birds. Molecular phylogeny suggested that independent domestication events occurred several times. If the XKol-Tpases located on nonhomologous loci had been domesticated independently, domestication may have occurred at least 16 times in Xenopus. This situation was the opposite of that reported for the Xenopus piggyBac superfamily TxpB [9] . The TxpB family includes only one domesticated subfamily, Kobuta, and it was domesticated only once in the Xenopus ancestor.
Currently active Kolobok transposases and the T2-MITE family
Among the 62 XKol-Tpase genes, 23 (37%) were repetitive, having interspersed multiple intact and/or truncated copies in the genome. Of these, 15 (65%) retained all conserved motifs of the Kolobok superfamily transposase. We regard them as currently active transposases. The eight other repetitive XKol-Tpases had lost at least one conserved motif. We could not determine whether they were currently active.
Some "currently active" X. tropicalis XKol-Tpases were conserved between the Nigerian and Asashima lines. The CDSs of Tr6, Tr15, and Tr22 cloned from the Asashima line were nearly or exactly identical to those from the Nigerian line. Considering the distance between these two lines [35] , this similarity may be explained by recent introgression or horizontal transfer of these genes from the original population of the Asashima line to that of the Nigerian line or vice versa. The CDSs of Tr7, Tr8, and Tr20 presented with 9, 26, and 53 nucleotide substitutions between the two lineages, respectively. However, their ORFs were conserved despite the large number of mutations. The "currently active" X. laevis XKol-Tpase Lv3 and the closely related X. tropicalis Tr2 had 472 nucleotide substitutions and 63 nucleotide gaps, but their ORFs were also conserved ( Table 4 ). This phenomenon may be explained by purifying selection because the dN/ dS ratio between them was 0.194. These results suggested that some XKol family transposons were currently active in the host and had also been domesticated by it. Domesticated XKol-Tpases belonging to the D1 and D5 subfamilies also conserved all Kolobok transposase motifs, including the catalytic DDE domain. Therefore, domestication and catalytic transposition activity may not be mutually exclusive in the XKol family. This apparent contradiction may be resolved by considering that the transposition catalysis of XKol-Tpases has been beneficial to the host.
Kolobok transposases probably transpose the T2-MITE family [38] , which is predominant in Xenopus [13, 14, 16] . Certain subfamilies (T2-A1 and T2-C) may be "long-lived"; that is, they have retained transposition activity in the X. tropicalis lineage since before the divergence of X. laevis and X. tropicalis [19, 21] . Our recent analysis of X. laevis revealed that some T2-MITE subfamilies have multiple identical copies, suggesting that they have recently been active (unpublished data). The long conservation activity of T2-MITE subfamilies in both species suggested that they may have contributed to host fitness through transposition. Recently, we reported that the T2-C subfamily tended to be located near the upstream regions of genes in X. tropicalis. The expression patterns of genes with upstream insertions were strongly correlated [22] . This distribution may indicate its function to be recruited by the host. For example, T2-C may include a cis-regulatory element. The insertion of a certain element into an upstream region may have been beneficial to the host; hence, it was conserved by natural selection. Recent studies have revealed that TE-derived sequences were recruited by hosts as cis-regulatory elements. TE transposition and amplification are important drivers of the evolution of the gene regulatory network [39] . The conservation of the Kolobok superfamily may be partially explained by pressure from the host to continue to activate the transposition of some T2-MITE subfamilies and to rewire their gene regulatory network.
Conclusions
Our results indicated that multiple massive XKol-Tpase domestication events occurred during Xenopus evolution and that XKol family transposons have complex, mutually beneficial relationships with their hosts. Long conservation of transposition activity and/or conserved catalytic and DNA-binding domains in certain XKol-Tpases suggest that they may benefit the host by catalyzing the transposition of long-lived T2-MITE subfamilies.
